This case-control study investigated the association of transforming growth factor-β (TGF-β) receptor type I and II (TGFBR1 and TGFBR2) gene polymorphisms with the risk of hypospadias in a Chinese population. One hundred and sixty two patients suffering from hypospadias were enrolled as case group and 165 children who underwent circumcision were recruited as control group. Single nucleotide polymorphisms (SNPs) in TGFBR1 and TGFBR2 genes were selected on the basis of genetic data obtained from HapMap. PCR-restriction fragment length polymorphism (PCR-RFLP) was performed to identify TGFBR1 and TGFBR2 gene polymorphisms and analyze genotype distribution and allele frequency. Logistic regression analysis was conducted to estimate the risk factors for hypospadias. No significant difference was found concerning the genotype and allele frequencies of TGFBR1 rs4743325 polymorphism between the case and control groups. However, genotype and allele frequencies of TGFBR2 rs6785358 in the case group were significantly different in contrast with those in the control group. Patients carrying the G allele of TGFBR2 rs6785358 polymorphism exhibited a higher risk of hypospadias compared with the patients carrying the A allele (P<0.05). The TGFBR2 rs6785358 genotype was found to be significantly related to abnormal pregnancy and preterm birth (both P<0.05). The frequency of TGFBR2 rs6785358 GG genotype exhibited significant differences amongst patients suffering from four different pathological types of hypospadias. Logistic regression analysis revealed that preterm birth, abnormal pregnancy, and TGFBR2 rs6785358 were the independent risk factors for hypospadias. Our study provides evidence that TGFBR2 rs6785358 polymorphism might be associated with the risk of hypospadias.
Introduction
Hypospadias is a highly common congenital abnormality in the male external genitalia occurring in every 4-6 male newborns per 1000, and especially rising in the last 30 years [1] . In newborn males, hypospadias is the second most common congenital anomaly after undescended testis [2] . Hypospadias can be classified into distal, medial, and proximal subtypes according to the position of the urethral opening; besides, for patients suffering from proximal hypospadias, they may be scrotal, perineal, and penoscrotal hypospadias [3] . Hypospadias surgery has been widely used in the region of urogenital reconstructive surgery using various techniques; for example the two-stage repair is a favorable method for proximal hypospadias [4] . The multifarious etiology of hypospadias remains unknown but seems to be an integration of genetic susceptibility, environmental pollutants, a maternal diet lacking protein, placental insufficiency, the use of hormone-containing contraceptives post-conception, high maternal BMI, parental subfertility, and endocrine disruption [5] [6] [7] [8] [9] [10] . Hence, it is urged to acquire a full-scale knowledge of genetic mutations in the development of hypospadias.
Single nucleotide polymorphisms (SNPs) in various genes impelling early urethral development as well as genital tubercle may increase the risk of hypospadias [11] . Three genes of the AKR1C subfamily (AKR1C2, AKR1C3, and AKR1C4) as well as the KLF6 gene were selected for mutation screening owing to their functioning in testosterone metabolism and expression in genital skin in hypospadias cases. These AKRs can convert potent sex hormones (androgens, estrogen, and progesterone) into their inactive metabolites by acting as 3-keto-, 17-keto-, and 20-ketosteroid reductases [10] . The male urethral development may be influenced by genistein through the means of alterations in pathways and disrupting genes in the mitogen-activated protein kinase (MAPK) and transforming growth factor-β (TGF-β) signaling pathways [12] . Gene expression in TGF-β and Wnt-Frizzled pathways has been found to be involved in the development of genital tubercle and urethral tube [13] . TGF-β is a potent regulator in the control of epithelial and endothelial cell proliferation, and this signaling pathway plays a critical role in the regulation of cell growth and differentiation, moreover, mutations which may affect the development and metastasis of cancer [14] . TGF-β functions in human cancers by means of a heteromeric receptor comprising TGF-β receptor type I (TGFBR1) and type II (TGFBR2), and genetic variations in TGFBR1 and TGFBR2 play an important role in pathogenesis of several diseases like gastric cancer and liver cancer [15] . Various researchers have demonstrated that mutations in the TGFBR1 or TGFBR2 genes lead to diseases such as colorectal cancer [16] . Additionally, heterozygous mutations in TGFBR2 gene are commonly considered to be relative to the risk of Marfan syndrome, an autosomal dominant abnormality in connective tissues [17] . However, the roles of TGFBR1 or TGFBR2 gene polymorphisms in hypospadias have not yet been recorded. With regard to the diversity of gene polymorphism in different environments, the present study is designed to investigate the association of TGFBR1 and TGFBR2 gene polymorphisms with the risk of hypospadias in Chinese children.
Materials and methods

Ethics statement
This case-control study was carried out with the permission of the Ethics Committee of the Affiliated Municipal Hospital of Xuzhou Medical University and informed consent was received from the patients and their guardians.
Study subjects
A total of 162 child patients with hypospadias who underwent urethroplasty in the Affiliated Municipal Hospital of Xuzhou Medical University from January 2014 to March 2015 were included in the case group with a calculated mean age of 4.54 + − 1.38 years. There was no blood relation amongst any of Han participants. Patients in the case group were divided into four subgroups according to the shape of fistula. There were 27 cases from coronary sulcus, 67 cases from penile coronary sulcus, 59 cases from penoscrotal junction coronary sulcus, and 9 cases from perineal coronary sulcus. The inclusion criteria for the study were as follows: (i) all patients were diagnosed as cases of isolated hypospadias at the Department of Urology, in which the urethra opens on to the ventral part of the penis, scrotum, or perineum; (ii) the opening position was manifested with ectopic urethral meatus, penile curvature, and accumulation of dorsal penile foreskin in these patients; (iii) patients did not have other genital deformities like hernia, hydrocele, or cryptorchidism. Meanwhile, 165 children who underwent circumcision in Department of Urology of the Affiliated Municipal Hospital of Xuzhou Medical University were selected as control group, with a calculated mean age of 4.35 + − 1.22 years. Children in the control group presented normal urethral opening, and were confirmed without other external genital deformities, such as hernia, hydrocele, or cryptorchidism. Baseline characteristics were recorded for further analysis including preterm birth (<37 weeks: preterm infants; 37-42 weeks: normal infants), infant birth weight (<2.5 kg was regarded as low birth weight infants; 2.5-4.0 kg were regarded as normal infants), abnormal pregnancy, medication during pregnancy, mother's age at the time of pregnancy, and the number of prior pregnancies.
SNP screening
The present study is based on the genomic data of Han population obtained from HapMap, and the SNPs of TGFBR1 and TGFBR2 genes were selected by literature review for Tag-SNPs, and Function Analysis and Selection Tool for SNPs (FASTSNP) analysis for TGFBR1 and TGFBR2 polymorphisms. Finally, TGFBR1 rs4743325 and TGFBR2 rs6785358 were considered as polymorphic loci in this analysis. Abbreviations: F, forward; R, reverse.
Extraction of peripheral blood and genomic DNA
On day 2 post-admission, 5 ml of venous blood was collected from participants on an empty stomach and then placed in sodium citrate anticoagulant tube; and centrifuged at 3000 rpm for 10 min. The DNA from peripheral blood was extracted using a DNA Extraction Kit (item number: 52304, Qiagen, Hilden, Germany); the purity of DNA was measured using a DNA concentration detector (model: NanoDrop 2000, Thermo, Massachusetts, U.S.A.); DNA concentration was estimated by measuring the absorbance at 260 nm, adjusting the A260 measurement for turbidity (measured by absorbance at 320 nm), multiplying by the dilution factor, and using the relationship that A260 of 1.0 =50 μg/ml pure dsDNA. The average DNA concentration was 100 + − 20 ng/l, and the A260/A280 nm ratio was between 1.6 and 1.8. The extracted DNA was stored at -80
PCR-restriction fragment length polymorphism
PCR-restriction fragment length polymorphism (PCR-RFLP) was performed in order to detect TGFBR1 rs4743325 and TGFBR2 rs6785358 polymorphisms. Primers used in PCR-RFLP were designed using the Primer Premier 5.0 software and synthesized by the Shanghai Sangon Biological Engineering Technology & Services Co., Ltd. (Shanghai, China). The primer sequences and lengths are listed in Table 1 . Each PCR reaction consisted of 1.5 μl of 10× PCR buffer, 0.3 μl dNTPs (deoxyribonucleoside triphosphates; 10 mmol/l), 0.25 μl forward primer (10 pmol/l), 0.25 μl reverse primer (10 pmol/μl), 0.25 μl Taq polymerase (5 U/μl; obtained from TaKaRa Biotechnology Co., Ltd., Dalian, China), and 1 μl DNA template (50 ng). In addition, sterile double-distilled water was added to maintain a constant volume of 15 μl. Reaction conditions were as follows: predenaturation at 94
• C for 5 min, followed by 35 cycles of denaturation at 94
• C for 30 s, annealing at 60
• C for 30 s, and extension at 72
• C for 30 s, and finally another round of extension at 72
• C for 10 min. Negative control, in which the DNA template was substituted with sterile double-distilled water, added to each PCR reaction was run alongside to maintain the purity of the PCR system. A mixture of 3 μl PCR products and corresponding volume of 6× loading buffer was resolved by electrophoresis on a 3.5% agarose gel for 40 min at a voltage of 120 V. The solution was then stained with Ethidium Bromide (EtBr) and observed using a gel imaging system. Next, the PCR products were digested using a restriction enzyme. The reaction system (15 μl) included 6 μl PCR products, 1.5 μl of 10× enzyme digestion buffer and supplementary sterile double-distilled water to maintain a constant volume at 15 μl. The enzyme reaction was terminated after 16-h digestion in a 37
• C water bath. A positive control, which selected a specific sequence containing these two cleavage sites, was set in every enzyme digestion to assure the accuracy of the system. Restriction enzymes HincII and BsuRI (TaKaRa Biotechnology Co., Ltd., Dalian, China) were used to identify the specific loci of digested PCR products (the working temperature of enzyme was 37
• C, the concentration was 10 U/μl, and 0.2 μl of each enzyme was used in the experiment), and the genotype of digested PCR products was analyzed using a gel imaging system (Figure 1 ).
Statistical analysis
Statistical analyses were performed using the SPSS software (version 19.0; SPSS Inc., Chicago, IL, U.S.A.). Chi-square goodness-of-fit test was applied in order to evaluate whether the genotype distributions in the two included groups meet Hardy-Weinberg equilibrium (HWE). The t test was employed for comparisons of clinical data between two groups. The genotype and allele frequencies between the case and control groups were compared. Genotype distribution and allele frequencies in the two included groups met the HWE. Logistic regression analysis was performed for risk-factor analysis, the results of which were presented as odds ratios (ORs), 95% confidence intervals (95% CIs). P<0.05 was considered to be statistically significant. 
Results
Comparisons of clinical data between the case and control groups
Compared with the control group, there were high percentages of abnormal pregnancy and preterm birth in the case group. No significant differences in terms of low birth weight infant, medication during pregnancy, age at the time of pregnancy, and the number of prior pregnancies were observed between the case and control groups (all P>0.05) ( Table 2 ).
Associations of TGFBR1 rs4743325 and TGFBR2 rs6785358 polymorphisms with hypospadias in a Chinese population
Genotype distribution and allele frequencies in the two included groups met the HWE. Genotype distributions as well as allele frequencies of TGFBR1 rs4743325 and TGFBR2 rs6785358 polymorphisms are shown in 
Association of TGFBR1 rs4743325 and TGFBR2 rs6785358 polymorphisms with clinicopathological features of hypospadias
The clinicopathological features (age, abnormal pregnancy, preterm birth, low birth weight, medication during pregnancy, mother's age at the time of pregnancy, and the number of prior pregnancies) of patients and genotype of TGFBR1 and TGFBR2 polymorphisms were studied and compared in the present study ( Table 4) . The TGFBR1 rs4743325 genotype demonstrated no significant association with age, preterm birth, abnormal pregnancy, low birth weight, medication during pregnancy, mother's age at the time of pregnancy, and the number of prior pregnancies (all P>0.05). The TGFBR2 rs6785358 genotype was associated with abnormal pregnancy and preterm birth (P<0.05). The TGFBR2 rs6785358 genotype demonstrated no significant association with age, low birth weight, medication during pregnancy, mother's age at the time of pregnancy, and the number of prior pregnancies (all P>0.05).
Associations of TGFBR1 rs4743325 and TGFBR2 rs6785358 polymorphisms with the pathological type of hypospadias
No significant differences were observed in the frequencies of three genotypes (TT/TG/GG) of the TGFBR1 rs4743325 polymorphism amongst patients suffering from four different pathological types of hypospadias (all P>0.05). However, significant differences were observed in the frequencies of TGFBR2 rs6785358 GG genotype amongst patients suffering from different types of hypospadias (P<0.05), implying that the GG genotype in TGFBR2 rs6785358 might be linked to the risk of hypospadias ( Table 5) .
Multivariate logistic regression analysis of related risk factors for hypospadias
The risk of hypospadias was regarded as the dependent variable, while TGFBR2 rs6785358 polymorphism, preterm birth, abnormal pregnancy, low birth weight, medication during pregnancy, and the number of prior pregnancies served as independent variables in the logistic regression analysis. The findings revealed that preterm birth, abnormal pregnancy, and TGFBR2 rs6785358 polymorphism were the independent risk factors for hypospadias (P<0.05). Moreover, the TGFBR2 rs6785358 polymorphism might increase the risk of hypospadias 5.44-times (P<0.05) ( Table  6 ).
Discussion
Hypospadias remains to be a common congenital abnormality in male external genitalia, with a mysterious etiology and challenging treatment regimens [18] . In this population-based study, we investigated the correlation of TGFBR1 and TGFBR2 gene polymorphisms with the risk of hypospadias in Chinese children, and reached a conclusion that TGFBR2 rs6785358 polymorphism may contribute to an increased risk of hypospadias. Initially, the results revealed differences in the genotype and allele frequencies of TGFBR2 rs6785358 between the case and control groups, indicating that TGFBR2 rs6785358 may increase the risk of hypospadias. Changes in activity or levels of TGF-β are associated with a variety of diseases [19] . TGF-β is a multifunctional cytokine that mediates a diverse set of cellular activities such as cell proliferation, differentiation, as well as extracellular matrix deposition, and TGF-β coreceptors function by mediating the activity of TGF-β signaling in a cell-specific manner [20] . Mutations in the TGFBR2 gene seem to be responsible for inactivation of the TGF-β pathway in colon cancer cells, which is a gene that encodes the TGF-β receptor, leading to abnormal cellular activities in colon cancer [21] . A recent study demonstrated that an injection of TGF-β1 into the urethral wall resulted in a urethral fibrosis-like condition in rats [22] . TGF-β1 is vital for prostatic smooth muscle regulation, as it induces the transdifferentiation of prostatic fibroblasts into myofibroblasts that secrete extracellular matrix components such as collagen and fibronectin [23] . Another study revealed that the expression of TGFBR2 affects the activation of TGF-β signaling in addition to involvement in the specific response of cells to TGF-β [24] . Evidence has revealed that mutations in genes affecting the reproductive tract development in males were found to carry some SNPs related to congenital abnormalities in the male genitalia [10, 25] . Therefore, SNP rs6785358 in the TGFBR2 gene which encodes different functions of the pathway may result in hypospadias by affecting the activity of TGF-β. Huang et al. [26] also reported that TGFBR2 rs6785358 are significantly linked to congenital heart defects in the Chinese male population.
Further analysis of the association amongst three genotypes (GA, AA, and GG) of TGFBR2 rs6785358 and the pathological type of hypospadias revealed statistical differences in the frequencies of GA or AA genotype, but not in the GG genotype, between the case and control groups. TGFBR2 rs6785358 polymorphism was reported to be correlated to the visceral leishmaniasis phenotype [27] , which meant that TGFBR2 rs6785358 polymorphism was associated with the development of disease. The results of the present study also revealed that patients carrying a G allele of TGFBR2 rs6785358 might exhibit an increased risk of hypospadias. This result is similar to the finding of a recent study that demonstrated the G allele of TGFBR2 rs6785358 polymorphism may lead to a higher risk of congenital ventricular septal defect [28] . It is worth mentioning that the GG genotype produces a higher frequency of the least severe coronary sulcus disease.
Nonetheless, the present study revealed that the TGFBR1 rs4743325 SNP showed no association with hypospadias, implying that there was no correlation between SNP rs4743325 in TGFBR1 and hypospadias. However, we could not reach a conclusion that TGFBR1 is not related to hypospadias. Evidence demonstrated the presence of high frequency of TGFBR1 allele-specific expression phenotype in non-small-cell lung cancer tumors [29] . Germline allele-specific expression of TGFBR1 is more likely to result in an increased risk of colorectal cancer [30] . Besides, a previous meta-analysis revealed that the TGFBR1*6A/9A polymorphism is susceptive to cancer, increasing the risk of breast and ovarian cancers [31] . Logistic regression analysis indicated that preterm births, abnormal pregnancy, and TGFBR2 rs6785358 polymorphism were independent risk factors for hypospadias. In addition, the genotype of TGFBR2 rs6785358 was significantly related to abnormal pregnancy and preterm birth. A multifactorial etiology has been reported in hypospadias, which is an interaction of both genetic and environmental factors [25] . The results showed that various factors are related with hypospadias, which was consistent with the report of Manson et al. [32] stating that paternal subfertility, familial clustering, intrauterine growth reduction, genes involved in androgen activity, and gene pathways were risk factors for hypospadias. Here, the TGFBR2 rs6785358 polymorphism has a risk factor of hypospadias, which would provide an evidence for the potential diagnostic value.
In summary, the present study showed that SNP rs6785358 of TGFBR2 might increase the risk of hypospadias, but SNP rs4743325 of TGFBR1 exhibited no significant association with hypospadias in this Han-Chinese cohort study. These results imply that TGFBR2 rs6785358 polymorphisms may be used as a biological predictor during the early diagnosis of hypospadias. However, there are some limitations of our study. First, the sample size of the study was relatively small. Second, our study only focussed on a Chinese population. Therefore, further investigations including a larger sample size of different ethnic groups are required to confirm our findings. Additionally, molecular mechanisms of this genetic predisposition should be investigated in the future. 
